Abstract
of the major myeloid subsets (6). Additionally, IRF8 is part of a regulatory complex 64 involved in specification and commitment to B-cell development (7) and controls T-65 cells functions and activities (8, 9 shRNA constructs targeting each of the 9,200 mouse genes (illustrated in Fig. 1a) reporter plasmid system in expression-restrictive NIH3T3 cells (Fig. 5b, left panel) . 246 Similarly, only minor changes in Luciferase levels were noted when using the transient (Fig. 6a) . In RAW cells strong reduction (66%) was noted only in MafK25 281 construct (Fig. 6b) . Collectively, these results point to a direct involvement of MafK in The MafK-int6 region was divided into four segments ( (Fig. 8a) . Specifically, 1.4-fold GFP 374 alleviation was observed even without IFNγ induction, which was further enhanced by 375 IFNγ treatment, resulting in 3-fold induction of GFP expression in comparison to 376 control (Fig. 8b , black and grey bars respectively). As expected, analysis of 377 endogenous IRF8 mRNA expression level in these cells showed no such alleviation 378 since the endogenous 6 th intron is intact (Fig. 8c) . These results highlight the role of this (Fig. 8d) . reporter alleviation (Fig. 2b and c) . Moreover, MafK directly affected endogenous IRF8 444 expression, as IRF8 protein expression was also alleviated following MafK KD ( (Fig. 3b and c) . 449 These relatively "low-resolution" binding-regions (~200bp) are abundant with putative 450 MafK response elements (MAREs) (Fig. 7ai, bi and (Fig. 3b) . 456 Individual MafK binding-regions exhibited cell-type specific effect using lentiviral 457 reporter system, i.e. significant reduction in Luciferase reporter-gene activity in IRF8 458 expression-restrictive cells as opposed to enhanced activity in IRF8 expression-459 permissive cells (Fig. 5c) . Moreover, these elements were sufficient to exert chromatin sufficient to alleviate the expression of the GFP reporter-gene. As expected, no effect 467 was observed on the expression of the endogenous IRF8 in the same cells (Fig. 8c) . 468 Moreover, the deletion of MafK-int6 region was accompanied by transition towards 469 accessible chromatin conformation, evident by significant increase in H3K27ac histone 470 mark in this region (Fig. 8d) . Finally, MafK KD coincided with reduced repressive 471 H3K27me3 histone PTM deposition (Fig. 4) . Together, our results underscore the role 472 of MafK in silencing IRF8 expression by affecting local chromatin architecture. (Fig. 3b) . This may be due to the fact that the MARE motif is shared (Fig. 7) . This is expected as silencing elements specificity is finely tuned, often 501 being affected by flanking sequences and cis-elements (44). The fact that elements not 502 harboring a MARE motif did not elicit repressive reporter-gene activity in IRF8-503 restrictive cells (Fig. 7) (Fig. 7) . Bach1 overexpression combined 518 with transient MafK Luciferase reporter assay also did not significantly reduce reporter 519 gene activity (S5 Fig.) . Moreover, Bach1 ChIP-qPCR did not exhibit binding in either 520 of MafK regulatory regions (S6 Fig.) The NIH3T3-BAC-IRF8.1 reporter cell-line was generated as previously described 595
